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The reduced and alkylated antibodies were immobilized in a polyacrylamide gel block before releasing the N-glycans by PNGaseF. The glycans were fluorescently labeled with 2-AB and analyzed on an ACQUITYUPLC-BEH-Glycan column. A combination of the retention times standardized to glucose units (GU) and exoglycosidase digestions were used to determine the sequence of the glycans.
The exoglycosidases used were:
Sialidase from Arthrobacter ureafaciens (Sialic) specific for 2-3, 6, 8, 9 sialic acids. Beta Galactosidase from Streptococcus pneumonia (-Gal) specific for 1-4 galactose. Fucosidase from Bovine kidney (Fuc): specific for 1-6>2 fucose. N-acetylglucosaminidase from Streptococcus pneumoniae (GlcNAc): specific for beta GlcNAc.
Structure abbreviations
All N-glycans have two core GlcNAcs; F at the start of the abbreviation indicates a core fucose 1-6 linked to the inner GlcNAc; Manx, number (x) of mannose on core GlcNAcs; Ax, number of antenna (GlcNAc) on trimannosyl core; A2, biantennary with both GlcNAcs as 1-2 linked; A3, triantennary with a GlcNAc linked 1-2 to both mannose and the third GlcNAc linked 1-4 to the 1-3 linked mannose; A4, GlcNAcs linked as A3 with additional GlcNAc 1-6 linked to 1-6 mannose; Gx, number (x) of galactose 1-4 linked to the antenna; Sx, number (x) of sialic acids linked to galactose. 
